Sa grown in 0.1 M Bis-Tris, 200 mM ammonium sulfate, and 16% (w/v) polyethylene glycol 3350. The starting protein solution contained 7.5 mg/ml in 20 mM HEPES buffer (pH 7.5) and 5 mM fosfomycin.
. X-ray fluorescence spectrum of the FosB Sa •Zn 2+ •Sulfate crystals.
Figure S3:
Overall crystal structure of FosB from Staphylococcus aureus with Zn 2+ and sulfate in the active site (PDB 4NAZ). The structure was solved by molecular replacement using PDB 4NAY. Final refinement had an R work = 13.44% and R free = 16.22%. Figure S4 : Overall crystal structure of FosB from Staphylococcus aureus with BS-Cys9 disulfide bond in the active site (PDB 4NB0). The structure was solved by molecular replacement using a homodimer model of the enzyme created from PDB 4NAZ. The final resolution of this structure is 1.62 Å. Final refinement had an R work = 18.87% and R free = 22.44%. Note the open conformation of the fosfomycin-phosphonate binding loop.
Figure S5. Co-crystallization of FosB
Sa with BSH results in an unnatural disulfide bond between the exogenous BSH molecule and the active site Cys9 of the enzyme (PDB 4NB0). The difference electron density was calculated before addition of the L-Cys (used to model the observed density) to the coordinate file. While the complete density for BSH is not observed, LCys was never introduced into the crystallization conditions. Figure S13. The cross-sectional area of the access channel in FosB Bc at its most narrow point is less than 15 Å 2 . The cavity where fosfomycin binds was created using the Surfnet feature of Chimera after removing fosfomycin from the coordinate file (PDB 4JH7). a.) Here, the cavity is shown in the surface model of FosB Bc . The default cutoff distances of the Surfnet feature have connected several nearby cavities and thus resulted in the large cavity structure shown. Fosfomycin has been added back to the coordinate file. b.) The cavity is shown in a ribbon model of FosB Bc . c.) The cavity shown alone with fosfomycin. d.) The cavity rotated 90° to the right from c. The black line approximates the clipping plane used to create e. e.) The measured cross-sectional area of the clipped surface varies depending on the angle of the cavity to the clipping plane but is always less than 15 Å 2 . Figure S14 . The cross-sectional area of the phosphonate end of fosfomycin is 19 Å 2 . The surface of fosfomycin was generated using Chimera (Left). The fosfomycin molecule was oriented (Center) such that a clipping plane could be created through the three phosphonate oxygens (Right). The cross-sectional area of the clipping plane is 19 Å 2 .
